Psoriasis is a chronic inflammatory skin disorder that impairs the quality of life of affected patients. Emerging studies indicate that certain long non-coding RNAs (lncRNAs) have important roles in psoriasis. However, the exact functions of lncRNAs and their regulatory mechanisms as competitive endogenous RNAs (ceRNAs) in psoriasis have remained to be fully elucidated. In the present study, differentially expressed lncRNAs, microRNAs (miRNAs) and mRNAs were identified by analyzing public datasets, and a psoriasis-associated lncRNA-miRNA-mRNA network was constructed based on the ceRNA theory. Furthermore, previously validated abnormally expressed miRNAs in psoriasis were identified by a systematic literature search in the PubMed and Web of Science databases, and a specific miRNA-associated lncRNA-miRNA-mRNA sub-network was extracted. Furthermore, Gene Ontology and Kyoto Encyclopedia of Genes and Genomes pathway enrichment analyses were performed using DAVID 6.8. A total of 253 lncRNAs, 106 miRNAs and 1,156 mRNAs were identified as being differentially expressed between psoriasis skin and healthy control skin. The present study identified two key lncRNAs that may potentially have a role in the pathogenesis of psoriasis: AL035425.3 and Prader Willi/Angelman region RNA 6. This integrative analysis enhances the understanding of the molecular mechanism of psoriasis and may provide novel therapeutic targets for the treatment of psoriasis.
Introduction
Psoriasis is a chronic, systemic, recurrent inflammatory disease, which is characterized by erythema, papules and scaling (1) . This condition is caused by genetic and environmental factors, including gene mutations, infection and stress (2) .
The pathological manifestations of psoriasis include abnormal keratinocyte differentiation/proliferation and inflammatory cell infiltration (3) . It is currently recognized that the pathogenesis of psoriasis is associated with the interleukin (IL)-23/type 17 T-helper cell immune axis, leading to abnormalities in immune cells and associated cytokines, which further induces excessive proliferation of keratinocytes (4) . Although extensive research has been performed on the pathogenesis of psoriasis, the mechanisms of psoriasis have remained to be fully elucidated.
Long non-coding RNAs (lncRNAs) are a type of non-coding RNA with a length of >200 nt (5, 6) . It is speculated that lncRNAs are involved in numerous important biological processes, including cellular homeostasis, genomic imprinting, immunity and development (7) . In addition, certain lncRNAs have a role in cardiovascular, neurological and developmental diseases, as well as cancers (5, 8) . Recently, lncRNAs were reported to have pivotal roles in psoriasis. For instance, the lncRNA psoriasis susceptibility-associated RNA gene induced by stress (PRINS) is the most frequent transcript detected in the non-defective epidermis of patients with psoriasis, and it is thought to contribute to the pathogenesis of psoriasis (9, 10) . Certain studies have reported that PRINS is capable of regulating G1P3, which is expressed at high levels in psoriatic lesions and has an anti-apoptotic role in keratinocytes (9, 11) . Furthermore, stressors including microbial components and ultraviolet-B radiation are capable of inducing high expression of PRINS in keratinocytes (9) . Msh homeobox 2 pseudogene 1 (MSX2P1), which is another lncRNA, facilitates the proliferation of IL-22-stimulated keratinocytes by suppressing microRNA (miRNA/miR)-6731-5p and upregulating the expression of S100A7 (12) . In addition, lncRNAs have been indicated to be an important type of competing endogenous RNA (ceRNA) (13) . lncRNAs inhibit miRNA-mediated target repression by competing for miRNA-binding sites with mRNAs. However, the regulatory mechanisms involving ceRNAs in psoriasis have remained elusive. In the present study, psoriasis-associated RNA networks were reconstructed based on the ceRNA theory, and the biological functions of the networks were also investigated.
Materials and methods
Processing of raw data. High-throughput sequencing data for psoriasis-associated lncRNAs, mRNAs and miRNAs were downloaded from the Gene Expression Omnibus (GEO) database (http://www.ncbi.nlm.nih.gov/geo/; lncRNA and mRNA expression profile accession numbers, GSE54456 and GSE74697; miRNA expression profile expression number, GSE31037). For the high-throughput raw sequencing data for lncRNAs and mRNAs, quality assessment was performed with FastQC (v0.11.7) (http://www.bioinformatics.babraham. ac.uk/projects/fastqc/); further, sequencing reads were trimmed by removing adapters and low-quality sequences were trimmed by using Trimmomatic (v0.38) (14) . Hisat2 (v2.1.0) (15) was used to map the trimmed reads to the human GRCh38 reference genome (http://useast.ensembl. org/info/data/ftp/index.html), and the HTSeq-count (16) was then used to quantify the genes. Furthermore, microarray data (accession no. GSE13355) for comparing the difference in the expression of lncRNAs were also downloaded from the GEO database. After the probe was set, re-annotation was performed to identify specific lncRNAs. The method of the re-annotation method was performed as previously described by Shen et al (17) . For the miRNA high-throughput raw sequencing data, miRDeep2 (18) was used to remove adapters, map the trimmed reads to the human GRCh38 reference genome and quantify the expression of miRNAs.
Screening for differentially expressed lncRNAs, miRNAs and mRNAs. The differentially expressed lncRNAs, mRNAs and miRNAs between psoriatic lesions involving the skin and healthy controls were identified with the DESeq2 package (19) . The differentially expressed lncRNAs, mRNAs and miRNAs were selected according to the adjusted P-values (P<0.05 and |log2 fold change|>1).
Functional enrichment analysis. DAVID 6.8 (20) was used to perform the Gene Ontology (GO) functional enrichment analysis in the category Biological Processes (BP), and Kyoto Encyclopedia of Genes and Genomes (KEGG) pathway functional enrichment analysis of differentially expressed genes was also performed. P<0.05 was considered to indicate statistical significance.
Construction of the psoriasis-associated lncRNA-miRNA-mRNA network. miRNA-RNA interactions were downloaded from the experimentally verified databases DIANA-TarBase V8 (21) and miRTarBase (V7.0) (22) , and miRNA-lncRNA interactions were downloaded from starBase v2.0 (23) and LncBase V2 (24) . To construct the psoriasis-associated ceRNA network, the differentially expressed miRNAs, mRNAs and lncRNAs in psoriasis vs. normal samples were integrated with the miRNA-mRNA and miRNA-lncRNA pairs downloaded from the databases. Subsequently, miRNA-mRNA and miRNA-lncRNA pairs that shared common miRNAs were integrated into the psoriasis-associated ceRNA network. In the present study, to create the psoriasis-associated ceRNA network, only upregulated lncRNAs and downregulated miRNAs were integrated with upregulated mRNAs, while only downregulated lncRNAs and upregulated miRNAs were integrated with downregulated mRNAs (25) . The degree of interaction -a topological property that indicates the number of edges that connect to a node-was also calculated. lncRNAs in the ceRNA network that interacted with >5 different miRNAs were identified as key lncRNAs in the present study. The networks were visualized using Cytoscape 3.6.1 (26) . 
Results
Identification of differentially expressed lncRNAs, mRNAs and miRNAs. Analysis of the high-throughput data deposited under accession numbers GSE54456 and GSE74697 revealed that a total of 89 upregulated lncRNAs and 164 downregulated lncRNAs were shared between the datasets for psoriatic lesions involving the skin and healthy controls, 426 upregulated mRNAs and 730 downregulated mRNAs were shared between the two datasets ( Fig. 1A) . The sRNA sequencing data (GSE31037) were obtained from biopsy samples of 24 psoriasis lesions from skin biopsies and 20 normal skin biopsies from healthy controls. The expression profiles of miRNAs between psoriasis-affected skin and healthy control skin were compared with the R Deseq2 package, and 77 upregulated miRNAs and 29 downregulated miRNAs were identified ( Fig. 1B) .
Functional enrichment analysis of differentially expressed mRNAs in psoriasis.
To investigate the biological mechanisms of lncRNAs in the development of psoriasis, GO functional and KEGG pathway enrichment analyses were performed for differentially expressed genes (DEGs) in psoriasis. The results indicated that the upregulated mRNAs were enriched for the following GO terms: Keratinization, keratinocyte differentiation, peptide cross-linking, type I interferon signaling pathway, innate immune response, inflammatory response, defence response to virus, interferon-γ-mediated response, immune response, response to virus, sister chromatid cohesion, epidermis development, cellular response to lipopolysaccharide, mitotic nuclear division and defence response to bacterium ( Fig. 2A) . By contrast, the downregulated genes were enriched in the following GO terms: Muscle filament sliding, homophilic cell adhesion via plasma membrane adhesion molecules, positive regulation of synapse assembly, regulation of muscle contraction, ion transmembrane transport, linoleic acid metabolic process, sensory perception of sound, fatty acid biosynthesis process, transport, regulation of cardiac conduction, cochlear development, ionotropic glutamate receptor signaling pathway, skeletal muscle contraction, muscle contraction and sarcomere organization (Fig. 2B) .
The most significant KEGG pathway terms for the upregulated mRNAs are provided in Fig. 2C : Influenza A, cell cycle, measles, amoebiasis, rheumatoid arthritis, linoleic acid metabolism, cytokine-cytokine receptor interaction, pyrimidine metabolism, α-linolenic acid metabolism, arachidonic acid metabolism, herpes simplex infection, hepatitis C, cytosolic DNA-sensing pathway, tuberculosis and pertussis. The downregulated genes were mainly involved in adrenergic signaling in cardiomyocytes, neuroactive ligand-receptor interaction, nicotine addiction, biosynthesis of unsaturated fatty acids, glutamatergic synapse, cell adhesion, dilated cardiomyopathy, salivary secretion, gastric acid secretion, cAMP signaling pathway, hypertrophic cardiomyopathy, peroxisome proliferator activated receptor-α signaling pathway, retrograde endocannabinoid signaling, thyroid hormone synthesis and calcium signaling pathway ( Fig. 2D) .
Construction of the psoriasis-associated ceRNA network. As presented in Figs. 3 and 4 , the upregulated lncRNA-mediated ceRNA network contained 4 lncRNA nodes, 3 miRNA nodes and 139 mRNA nodes, and the downregulated lncRNA-mediated ceRNA network contained 42 lncRNA nodes, 43 miRNA nodes and 382 mRNA nodes. Identification of key lncRNAs. lncRNA nodes that interacted with >5 different miRNAs were identified as key lncRNAs, which may have critical roles in biological networks. Of note, in the downregulated lncRNA-mediated ceRNA network, only two lncRNAs, AL035425.3 and Prader Willi/Angelman region RNA 6 (PWAR6), interacted with >5 different miRNAs ( Fig. 5A) , while in the upregulated lncRNA-mediated ceRNA network, none of the lncRNAs interacted with >5 different miRNAs. To further validate the differentially expressed key lncRNAs, a t-test was used to compare their expression between psoriasis lesions involving the skin and healthy controls. As presented in Fig. 5B , the key lncRNAs were downregulated in psoriasis-affected skin. To better understand the mechanism of those key lncRNAs in psoriasis, sub-ceRNA networks were extracted and GO functional enrichment analysis for the DEGs associated with those key lncRNAs was performed (Fig. 5C ). In the GO enrichment analysis, the DEGs associated with lncRNA AL035425.3 and PWAR6 were involved in the biological processes of muscle filament sliding, glutamate receptor signaling pathway, homophilic cell adhesion via plasma membrane adhesion molecules, axon guidance, ion transmembrane transport, cochlear development and ionotropic glutamate receptor signaling pathway.
Construction of a specific validated miRNA-associated lncRNA-miRNA-mRNA sub-network. A systematic literature search in the PubMed and Web of Science databases was performed to identify real-time PCR-validated differentially expressed microRNAs, using the following key words: 'MicroRNA', 'microRNAs', 'miRNA', 'miRs' and 'Psoriasis'. A total of 37 miRNAs were identified, including 20 downregulated miRNAs and 17 upregulated miRNAs (Table I) . Of the identified miRNAs, 7 validated upregulated miRNAs were also present in the downregulated lncRNA-mediated ceRNA network, but none of the validated downregulated miRNAs were present in the upregulated lncRNA-mediated ceRNA network (Fig. 6A ). The validated differentially expressed miRNA-associated lncRNA-miRNA-mRNA sub-networks were extracted (Fig. 6B ). Finally, DEGs were identified from the literature. The miRNAs associated with the lncRNA-miRNA-mRNA sub-network were subsequently extracted and functional enrichment analysis was performed (Tables II and III) . These genes were mainly enriched in the following GO terms: Muscle filament sliding, regulation of muscle contraction, in utero embryonic development, and enriched in the following KEGG pathways: AMPK signalling pathway, neuroactive ligand-receptor interaction, hypertrophic cardiomyopathy, calcium signalling pathway, insulin signalling pathway, adipocytokine signalling pathway, dilated cardiomyopathy, adrenergic signalling in cardiomyocytes and insulin resistance.
Discussion
Psoriasis is a chronic immune-mediated inflammatory disease that affects 3.2% of the adult population in the US (49) . Over the past decades, the role of different cytokines in psoriasis has been studied widely (50) , and therefore, cytokine-targeting drugs have been developed, including adalimumab (which targets tumor necrosis factor-α), secukinumab (which targets IL-17A) and ustekinumab (which targets IL-12 and IL-23 p40) (51) . However, the roles of lncRNAs in psoriasis have remained largely elusive. lncRNAs have important roles in immune and inflammatory pathways by regulating gene expression through multiple mechanisms (52) . Among these mechanisms, the ceRNA theory is commonly studied. According to this theory, lncRNAs act as 'sponges' for miRNAs and decrease the effects of miRNAs on their target genes, thus promoting the expression of target genes (53) . For instance, Qiao et al (12) reported that lncRNA-MSX2P1 activates S100A71 and facilitates the growth of IL-22-stimulated keratinocytes by inhibiting miR-6731-5p. Furthermore, Li et al (54) demonstrated that lncRNA H19 regulates the differentiation of keratinocytes by increasing desmoglein 1 expression through sponging miR-130b-3p.
In the present study, psoriasis-associated lncRNA-miRNA-mRNA networks were constructed based on the ceRNA theory, and the DEGs were also subjected to GO BP enrichment analysis and KEGG pathway enrichment analysis.
GO BP enrichment analysis of the upregulated mRNAs indicated that the significantly enriched GO BP terms were psoriasis-associated biological processes, including keratinization (55), keratinocyte differentiation (3), inflammatory response (56) and immune response (56) . Furthermore, the downregulated mRNAs were mainly enriched in the BP terms muscle filament sliding, homophilic cell adhesion via plasma membrane adhesion molecules, positive regulation of synapse assembly and regulation of muscle contraction.
In the present study, the downregulated lncRNAs AL035425.3 and PWAR6 were identified as key lncRNAs. GO BP analysis of the key lncRNAs revealed that AL035425.3 and PWAR6 were involved in muscle filament sliding, the glutamate receptor signaling pathway, homophilic cell adhesion via plasma membrane adhesion molecules, axon guidance, ion transmembrane transport, cochlear development and ionotropic glutamate receptor signaling pathway. Of the two key lncRNAs, PWAR6 was previously reported to be a tumor suppressor lncRNA in glioma, and high expression of PWAR6 was reported to be an indicator of better survival in glioma patients (57) . In addition, PWAR6 is functionally important in Prader-Willi syndrome, and the disruption of its expression is associated with the pathogenesis of the disease (58) . Two potential target miRNAs of PWAR6 were identified from the validated miRNA-associated lncRNA-miRNA-mRNA sub-network: miR-155-5p and miR-369-3p. Previous studies have demonstrated that knockdown of miR-155-5p suppresses psoriasis-associated inflammatory responses through regulation of the NLR family pyrin domain containing 3 inflammasome (44); furthermore, the expression levels of miR-369-3p in skin had a positive correlation with the Psoriasis Area and Severity Index, which is used to assess disease severity (47) . Taken together, these results indicate that PWAR6 may be involved in the progress of psoriasis via regulation of the expression of miR-155-5p and miR-369-3p. The present study has certain limitations that should be considered: First, although the expression profiles of lncRNA and mRNA were determined from the same specimens, the miRNA expression profile is from an independent dataset. Thus, combining these profiles into a network may introduce selection bias, and further experiments using the same specimens are required. In addition, further validation of key lncRNA expression levels in psoriasis samples is required. Finally, additional functional investigations of these lncRNAs in the context of psoriasis progression are required.
In summary, the present study presented a novel and important psoriasis-associated ceRNA network based on the ceRNA theory. The results indicate that certain lncRNAs have key roles in the development of psoriasis. In addition, the present study identified two lncRNAs, AL035425.3 and PWAR6, that were indicated to have a central role in psoriasis. The present study provides insight into the molecular mechanisms of psoriasis, and this may help to identify novel therapeutic targets for the treatment of psoriasis in the future. and 81872522), the Program of Science and Technology Commission of Shanghai Municipality (grant no. 18140901800) and the Excellent Subject Leader Program of Shanghai Municipal Commission of Health and Family Planning (grant no. 2018BR30).
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